Backgrounds: Recent experiments suggest that Citrus bergamia extracts could benefit people with dyslipidemia and obesity but this needs to be further validated. Methods: A total of 98 people age-matched older adults (65 years) with elevated blood lipids were enrolled to receive 12-week supplementation of a Citrus bergamia extracts-based formulation (CitriCholess)(n = 48) and placebo (n = 50). Results: No group differences were found in baseline bodyweight, body mass index (BMI), blood cholesterol (TC), triglycerides (TG), low density lipoprotein cholesterol (LDL-C) and glucose levels. CitriCholess supplementation resulted in lower levels than placebo in TG (1.83 ± 0.92 vs. 1.95 ± 1.34 mmol/L, P = 0.612), TC (5.14 ± 0.98 vs. 5.44 ± 0.77 mmol/L, P = 0.097), and LDL-C (3.13 ± 0.74 vs. 3.43 ± 0.62 mmol/L, P = 0.032). Compared to placebo, CitriCholess also resulted in greater reductions in body weight (−0.604 ± 0.939 vs. 0.06 ± 0.74 kg, P < 0.01), waist circumferences (−0.60 ± 1.349 cm vs. -0.16 ± 1.503 cm, P < 0.01) and BMI (−0.207 ± 0.357 vs. 0.025 ± 0.274, P < 0.01). Additionally, females had a significantly higher level of HDL-C than males. TC was significantly correlated with LDL-C, and to a less degree, with TG. TG was inversely correlated with HDL-C. Body weight and waist circumference were negatively correlated with HDL-C and positively correlated with glucose. Conclusion: 12-week supplementation of CitriCholess could benefit lipid metabolism and weight management in old adults with dyslipidemia.
Background
Overweight, increased blood concentrations of lowdensity lipoprotein cholesterol (LDL-C), total cholesterol (TC) and triglycerides (TG) but low levels of highdensity lipoprotein cholesterol (HDL-C) are risk factors for atherosclerosis and coronary artery conditions that are common in people with abnormal levels of blood glucose and high blood pressure [1] [2] [3] [4] . According to Centers for Disease Control and Prevention (CDC), more than 50% of Americans adults are overweight (with BMI > 25) and more than 20% of Americans are living with obesity (BMI > 30).
LDL-C are known to be directly and independently associated to cardiovascular conditions (CVD) [5] and LDL-C-induced reactive oxygen species (ROS) and increased NADPH oxidase activity are major causative factors in endothelial perturbation and in the pathogenesis of atherosclerosis [6] .
Of the available therapies, statins (3-hydroxy-3-methylglutaryl Co-enzyme A (HMG-CoA) reductase inhibitors) are the most common drugs used for normalizing high blood cholesterol levels, triglycerides and LDL-C [7] [8] [9] [10] [11] [12] . Statins inhibit the activity of HMG-CoA reductase which catalyzes the rate-limiting step in mevalonate biosynthesis, a key intermediate in cholesterol metabolism. Statins act to reduce total cholesterol production and switch the LDL-C fraction to HDL-C fraction that contribute to the significant reductions in the incident, morbidity and mortality of CVD [13] .
Despite the significant benefits of statins however, many people, especially those with high blood sugar/glucose and high blood pressure, often could not achieve the desired normal levels of TC, TG, LDL-C and HDL-C with statin monotherapy alone. Moreover, more than 40% of people eligible for statins are forbidden from the use of this therapy due to the side effects of statins including muscle discomfort, muscular weakness, or liver conditions and the breakdown of damaged skeletal muscle [14] [15] [16] . Statin therapy was associated with elevated blood lactate/ pyruvate ratio suggestive of mitochondrial issues [17] . Thus, alternative approaches are needed for the management of abnormal levels of cholesterol.
Recent studies have shown that Citrus bergamia (known as Bergamot) juice and its flavonoids was able to reduce serum levels of lipids and ameliorate the thickening of the arteries through modulating enzymatic activities, anti-oxidation, anti-inflammatory mechanisms and inhibition of monocyte activation and proliferation [18] [19] [20] [21] [22] [23] [24] [25] . Bergamot (Citrus bergamia) juice-derived flavonoids (CBF) contains about 28-30% of flavonoids and has a unique profile of bioflavonoid and glycosides including neoeriocitrin, neohesperidin, naringin, rutin, neodesmin, rhoifolin and poncirin [26] [27] [28] [29] [30] . Preclinical and clinical studies indicate the cholesterol-lowering property of C. bergamia flavonoids (CBF) [31] [32] [33] .
CBF inhibit LDL oxidation and the activity of HMGCoA reductase [34] , and exert therapeutic effects in animal models of pathological arteries [35] , as well as significant and sustained hypolipidemic effects and vasoprotective effects in animals models of high blood cholesterol, renal damage, and ischemic stress-induced injury [34, [36] [37] [38] . However, so far, few studies have evaluated the effect of CBF in old adults with dyslipidemia.
Waist circumference and fasting plasma triglyceride concentrations have been used as the simple screening tools for the identification of people at risk of atherosclerosis and metabolic syndrome [39] [40] [41] [42] [43] . Modification of these risk factors include BMI and waist circumference earlier can help to prevent or delay onset of comorbid conditions [4] .
The objective of this exploratory, randomized, placebo-controlled follow-up observation study was to evaluate the safety and effectiveness of 12-week dietary supplementation of CitriCholess, on cholesterol levels in older adults with blood pressure and blood sugar issues.
Methods

Samples size calculation and participants recruitment
Sample size calculation was obtained by the calculation of the estimated experimental study parameters. Triglycerides was chosen as the main outcome, assuming a baseline triglyceride concentration at about 2 mmol/L, and the standard deviation at about 0.7 mmol/L. It was expected that triglyceride levels would drop to 1.5 mmol/L after CitriCholess intervention.
The estimated SD; d:The difference between two groups of continuous variables mean.
According to the two-sided test: α = 0.05 β = 0.1, Z α =1.96 Z β =1.282, the calculated sample size N is 41. Assuming a potential dropout rate of 20%, at least 48 people would be required for each group of the study. We enrolled 50 people each for the test group and control group.
Randomization and blindness
The recruitment of the participants occurred at Tangqiao Community Health Service Center, Pudong New District, Shanghai, China. Volunteer participants were recruited by self-referral in response to media coverage and word of mouth. All study procedures were conducted in accordance with the Helsinki Declaration of 1975 and were approved by the Shanghai Jiao Tong University Institutional Review Board. Informed consent was obtained from all participants prior to enrollment into the study.
Subjects who met the inclusion criteria were eligible for the study: 1) Males or females subjects at least 50 years of age; 2) Fasting blood total triglyceride (TG) or total cholesterol (TC) concentrations higher than normal range (TG:0.56-1.70 mmol/L; TC: 2.8-5.7 mmol/L; HDL-C: 0.78-1.55 mmol/L; LDL-C: 1.68-4.53 mmol/L; glucose:3.9-6.1 mmol/L); Exclusion criteria: 1) Having diagnosed with any severe medical conditions or complications of the liver, kidneys, heart, lungs, or any other organs; 2) Having diagnosed with cancer; 3) having liver damage (such as serum glutamic-pyvuric transaminase (SGPT) or alanine aminotransferase (ALT) test and other anomalies); 4) Subjects who have much doubts of the study, or are unwilling or unlikely to keep adherence of the study procedure.
Participants were randomly assigned to the CitriCholess group or placebo group. The randomization was performed using a predetermined randomization code which was generated by a random number generator of the SPSS statistical software (Apendix-1).
Both trial participants and community doctors were blinded from the assignment (double-blind). Of the 100 enrolled participants, 98 participants completed the 12-week follow-up. Two subjects in the CitriCholess group withdrew from the study due to the symptom of dizziness.
Medical history, physical examinations and blood analysis
A medical questionnaire that included the demographics, gender, race, history of alcohol consumption, current medical diagnosis, family medical history and medication history of the participants was evaluated before the start of the 12-week intervention. Blood concentrations of TG, TC, LDL-C, HDL-C and fasting blood glucose, and body weight (kg), waist and hip circumferences (cm), waist-to-hip-ratio and body mass index (BMI) were evaluated before and after the 12-week supplementation. All participants were followed up each month in order to check compliance and adverse effects.
Supplementation procedure
All participants received similar-looking capsules in colorcoded bottles (white bottles for CitriCholess and yellow bottles for placebo). Neither the subjects nor the medical doctors, including the study principal investigator, knew the specific color code until the end of the study. Both the CitriCholess capsules and the placebo, which was mainly composed of vegetable oil (soy oil), were manufactured and supplied by GardaVita Inc. (Costa Mesa, California, USA). Each participant was instructed to take 2 capsules with a meal, two times per day for 12 weeks and a new batch of supplements was dispensed every month during follow-up sessions. The key active ingredients of the CitriCholess formulation includes Citrus bergamia Risso extract (500 mg/daily) (25% bioflavonoids), plant sterol esters and orange oil (820 mg/daily), vitamin C (ascorbic acid) (50 mg/daily), Vitamin B6 (pyridoxine hydrochloride) (20 mg/daily), B12 (methylcobalamin) (2000 mcg/ daily) and folic acid (800 mcg/daily).
Statistics analysis
EpiData 3.02 software was used for the data entry and SPSS 20 software was used for statistical analysis. Group data were presented as the mean ± s.d. Differences between the CitriCholess and placebo groups were compared using Student's t-test/1-way or 2-way ANOVA for quantitative variables with normal distribution, and Chi-square test were conducted for categorized variables. The alpha level of P > 0.05 was chosen as being statistically significant. All p-values reported were 2-sided.
Results
Demographic characteristics
The demographics and histories of alcohol intake, disease and medication of the participants are shown in Table 1 . There were 17 males (35.4%) and 31 females (64.6%) in the CitriCholess group, and 11 males (22%) and 39 females (78%) in the placebo group. The gender distribution between the two groups was not significantly different between the two groups (χ 2 = 2.16, P > 0.05), with 70 female participants accounting for 71.4% of all participants (98). The average age of all participants was 65.2 ± 9.1, and no significant difference was found between the CitriCholess group (66.7 ± 9.4 years) and the placebo group (63.8 ± 8.6 years) (t = 0.04, P > 0.05).
The CitriCholess and placebo groups showed similar patterns of alcohol drinking (10.4% vs. 2.0%) (χ 2 = 1.732, P = 0.188), smoking (8.3% vs. 10.0%) (χ 2 = 0.082, P = 0.775), distribution of abnormal levels of blood glucose (8.3% vs. 8.0%%), high blood pressure (64.6% vs. 54.0%), abnormal levels of blood glucose and high blood pressure co-morbidity (22.9% vs. 28.0%%) (χ 2 = 0.336, P = 0.953), and other health conditions (8.3% vs. 10.0%), history of anti-lipemic medication (6.3% vs. 10.0%) (χ 2 = 0.095, P = 0.758) ( Table 1 ). Only two people from each group were free from any chronic diseases.
All participants completed the 12-week follow-up observation except the 2 drop outs in the CitriCholess group due to the symptom of dizziness. There are no differences between the CitriCholess and Placebo groups in the adherence rate as reflected in the number of leftover pills after 1 month and 2 months follow-ups (Table 2) .
Physical examination and blood analysis
t-test and 1 way-ANOVA showed no baseline differences between the CitriCholess and placebo groups in body weight (69.17 ± 12.65 kg vs. 68.88 ± 10.47 kg), waist circumference (86.42 ± 10.82 cm vs. 85.96 ± 9.56 cm), 48 (49) 50 (51) 98 ( Tables 3 and 4) . After the 12 weeks of CitriCholess supplementation, the CitriCholess group showed non-significant reductions (P < 0.05) whereas the placebo group showed a non-significant increases (P < 0.05) in body weight, BMI, waist and hip circumferences, and waist-to-hip ratio. The absolute value change were significant in body weight, waist circumference, waist-to-hip circumference ratio and BMI between the two groups (P < 0.05, each).
The CitriCholess group also showed non-significant reductions in blood concentrations of TC, TG, LDL and fasting glucose whereas the placebo group showed a non-significant reduction in TC and LDL and a slight increase in TG and fasting glucose level after the 12-week CitriCholess supplementation (Table 4) . Thus, blood LDL levels became significantly lower in the CitriCholess group (3.13 ± 0.74 mmol/L) than in the placebo group Two-way ANOVA were also conducted to determine the effects and potential interactions of supplementation and gender. As expected, the males had significantly greater mean baseline values than females in body weight (79.00 ± 10.60 vs. 65.03 ± 9.29 kg) (P < 0.01), height (171.43 ± 5.59 vs. 159.07 ± 5.12 cm) (P < 0.01), waist circumference (91.64 ± 9.99 vs. 84.0 ± 9.42 cm) (P < 0.01), and fasting glucose (6.95 ± 2.32 vs. 6.07 ± 1.16 mmol/L) (P < 0.01), but significantly lower values in HDL (1.15 ± 0.28 vs.1.39 ± 0.30 mmol/L) (P < 0.01) ( Tables 5 and 6 ). These significant gender differences remained unchanged after the 12-weekCitriCholess supplements.
Co-variance analysis, adjusted on body weight, show significant effects of gender on baseline HDL (P = 0.015) and trend effect of gender on fasting glucose (P = 0.067) with the males had lower HDL but higher fasting glucose than the females. In addition, co-variance analysis of the post 12-week supplementation data, adjusted with body weight, show greater lowering effects by CitriCholess than by placebo on cholesterol (5.154 ± 0.134 mmol/L vs. No significant differences were found between the CitriCholess and placebo groups in the distribution pattern of the participants with normal and abnormal blood profile before or after the 12-week supplementation (Tables 7, 8, 9, 10 and 11).
Cross-tabulation of the distribution of the TG showed that 18 of the 39 (46.2%) people with abnormal baseline blood TG level in the CitriCholess group showed normal blood TG level after 12-week CitriCholess supplementation, whereas 14 out of the 34 people (41.2%) with abnormal baseline TG level in the placebo group showed normal blood TG level after 12 weeks placebo treatment (Table 7) . Additionally, 2 of the 9 people (22.2%) in the CitriCholess group and 4 of the 16 people (25%) in the placebo group with normal baseline blood TG level showed abnormal blood TG level after the 12-week treatment. Thus there were bi-directional changes between the two groups. Similarly, 9 out of the 21 (42.9%) people in the CitriCholess group and 9 out of the 26 people (34.6%) in the placebo group with abnormal baseline blood TC level showed normal blood TG level after the 12-week treatment (Table 8) . Additionally, 2 of the 27 people (7.4%) in the CitriCholess group and 1 of the 24 people (4.2%) in the placebo group with normal baseline blood TG level showed abnormal blood TC level after the 12-week program.
One out of the 6 (16.7%) people in the CitriCholess group and 1 out of the 4 people (25%) in the placebo group with abnormal baseline blood LDL-C level showed normal blood LDL-C level after the 12-week treatment (Table 9 ). Additionally, 2 of the 40 people (4.8%) in the CitriCholess group and 1 of the 45 people (2.2%) in the placebo group with normal baseline blood LDL-C level showed abnormal blood LDL-C level after the 12-week program.
Seven out of the 10 (70.0%) people in the CitriCholess group and 6 out of the 8 people (75%) in the placebo group with abnormal baseline blood HDL-C level showed normal blood HDL-C level after the 12-week treatment (Table 10 ). Additionally, 1 of the 38 people (2.6%) in the CitriCholess group and 2 of the 42 people (4.8%) in the placebo group with normal baseline blood HDL-C level showed abnormal blood HDL-C level after the 12-week program.
Similarly, 13 out of the 18 (72.2%) people in the CitriCholess group and 19 out of the 20 people (95%) in the placebo group with abnormal baseline blood glucose level showed normal blood glucose level after the 12-week treatment (Table 11) . Additionally, 1 of the 30 people (3.3%) in the CitriCholess group and 2 of the 30 people (6.7%) in the placebo group with normal baseline blood glucose level showed abnormal blood glucose level after the 12-week treatment.
Correlations between physical traits and blood chemistry were also determined for the baseline values of the pooled and the CitriCholess and placebo groups (Tables  12, 13 and 14) and for the after treatment values of the pooled and the CitriCholess and placebo groups (Tables 15, 16 and 17) . Generally, cholesterol is significant correlated with LDL-C regardless of gender, time and treatment, and to a less degree, correlated with TG and HDL-C. TG was negatively correlated with HDL-C and LDL-C but positively correlated with glucose. Body weight and waist circumference were negatively correlated with HDL-C and positively correlated with fasting glucose. 
Discussion
Overweight, abnormal cholesterol levels, higher-thannormal blood pressures and elevated fasting glucose can synergistically and independently predispose people to increased cardiovascular dysfunction [44] [45] [46] [47] . Currently, statins are the primary lipid-modifying drugs for people with an abnormal cholesterol levels. Despite optimal statin therapy, however, many people fail to achieve therapeutic goals with statin monotherapy. Approximately 10% to 20% of people develop statin intolerance especially at high doses of statins [14, 48] , and discontinuation of statin intervention is common and many people still had CVD events after statin treatment [49] [50] [51] . Thus alternative approaches including dietary supplements and nutraceuticals are needed. In this study, supplementation of CitriCholess for 12 weeks appeared to have reduced blood concentrations of cholesterol, triglycerides, LDL-C, glucose, waist circumference, body weight, and BMI in old adults with dyslipidemia than placebo although some of the improvement did not reach a significant level. This may reflect the fact that the number of the participants was relatively small and some of them had normal or nearnormal baseline values at the start of the study. In addition, the relatively small daily dose of CitriCholess and short supplement duration as well as the medical treatment for blood glucose and blood pressure issues of the participants, and the enhanced awareness of lifestyle modification could not be ignored entirely.
Nevertheless, the generally greater reductions in blood concentrations of cholesterol, triglycerides, LDL-C, glucose, waist circumference, body weight, and BMI in the CitriCholess group than in the placebo group support a beneficial effect of CitriCholess supplementation in old adults.
Our observed greater reductions in body weight and BMI in the CitriCholess group are in agreement with the recent report that oral administration of Bergamot polyphenolic fraction (BPF) (1000 mg/day) for 30 days resulted in significant reductions of body weight (P < 0.005) and BMI (P = 0.005) in 15 subjects with metabolic syndrome (due to atypical antipsychotics treatment) [3] . Interestingly, that study did not find significant changes in fasting levels of blood glucose, glycated hemoglobin, total cholesterol, HDL-C, LDL-C and triglycerides probably after a relatively short 30 days of observation [3] . In fact, in another recent study of 80 subjects with moderate high cholesterol levels (plasma LDL-C between 4.1 and 4.9 mmol/l), bergamot extract (flavonoids, BEF) (150 mg/day, 16% of neoeriocitrin, 47% of neohesperidin and 37% of naringin) supplement for 6 months significantly reduced total cholesterol from 6.6 to 5.8 mmol/L (p < 0.0001), reduced triglycerides from 1.8 to 1.5 mmol/L (p < 0.01), and LDL-C from 4.6 to 3.7 mmol/L (p < 0.0001), while HDL-C increased from 1.3 to 1.4 mmol/L (p < 0.001) [52] .
Babish et al. [53] also reported that 12 weeks of F105 supplementation, a Citrus bergamia-based herbal formulation, significantly reduced total cholesterol (−7.3%), LDL-C (−10%), non-HDL-C (−7.1%), cholesterol/HDL ratio (−26%), and apolipoprotein B (−2.8%) in 11 subjects with moderate-abnormal cholesterol levels. Subgroup analysis of 8 subjects with HbA1c > 5.4 or elevated triglycerides showed even greater reductions in triglycerides (−27%), oxLDL (−19%), LDL/HDL (−25%), triglycerides/HDL (−27%), oxLDL/HDL (−25%), and PAI-1 (−37%) than the group average. Further, a 70-year-old female previously not nonresponsive to statin therapy showed significant improvement after F105 supplementation.
Gliozzi et al. [54] compared the vasoprotective and lipid-lowering efficacies of bergamot polyphenolic fraction (BPF) with that of statins in a randomized placebo-controlled study of 77 subjects with abnormal cholesterol levels who were divided into 5 subgroups: 1) placebo (n = 15); 2) two groups of oral rosuvastatin (10 and 20 mg/daily for 30 days; n = 16, each group); 3) BPF alone group (1000 mg/daily for 30 days; n = 15); 4) BPF (1000 mg/daily) plus rosuvastatin group (10 mg/daily for 30 days; n = 15). Compared with placebo, both doses of [54] . In a double-blind, randomized, placebo-controlled trial, Mollace et al. [34] compared the effects of bergamot extract (BE) treatments with that placebo controls in 237 people with 4 different subtypes of abnormal cholesterol levels: 104 with high cholesterol levels (HC) (500 mg/day BE); 2) 42 with high levels of fats in the blood (high cholesterol levels and high triglycerides levels, HC/HT) (1000 mg/day BE); 3) 59 with high levels of fats in the blood plus high blood sugar (MetS group, HC/HT/HG); and 4) 32 with abnormal cholesterol levels who discontinued simvastatin treatment due to adverse effects (1500 mg/day BE). Oral bergamot (500 mg/day or 1000 mg/day) significantly decreased TC (21.8%, and 29.4%, respectively, vs. placebo; p < 0.001, for each dose), LDL-C (24.1% and 30.6%, respectively, vs. placebo; p < 0.001, for each dose), and dose-dependently increased HDL-C levels in most subjects with high cholesterol levels and/or high triglyceride levels/high blood sugar (22.3%, and 40.1%, respectively, vs. placebo; p < 0.001 for each dose). A significant reduction in TG levels in subjects with high triglyceride levels (28.2% for 500 mg/day, 37.9% for 1000 mg/day vs. placebo; p < 0.001 for each dose), and improvement in the glycemic profile in subjects with high blood sugar (18.9% for 500 mg/day, 22.4% for 1000 mg/day vs. placebo (p < 0.0001) were also observed. Furthermore, bergamot treatment (1500 mg/day) of those who discontinued statins significantly decreased TC and LDL-C levels (by 25 and 27.6%, respectively; p < 0.001 each) without side effects. Thus the bergamot supplement improved both lipid and glucose metabolism in subjects with different subtypes of abnormal cholesterol levels and statins resistance [34] . The mechanisms underlying the effects of lowering levels of both cholesterol and lipids/fats in the blood of C. bergamot remain to be fully understood. The buteridine, naringin and melitidine of BPF are structurally similar to HMG-CoA reductase substrate statins and thus can competitively inhibit HMG-CoA reductase [55] and reduce cholesterol and mevalonate levels [54] . BPF flavonoids may also lower cholesterol levels by binding bile acids and increasing the turnover rate of blood and liver cholesterol, reducing TG accumulation in the liver, and enhancing the excretion of fecal neutral sterols and total bile acids [32, 56] . Naringin and neohesperidin may reduce hepatic TG accumulation by inhibiting the activity of phosphatidate phosphohydrolase, a TG synthetic enzymes and by reducing the availability of lipids for assembly of lipoproteins via reduced activities of acyl CoA:cholesterol acyltransferases [57, 58] [59`, 60]. BPF flavonoids low blood sugar effects may be achieved by increasing AMP kinase activity and glucose uptake in muscle cells and liver [2] and by increased insulin sensitivity and glucose tolerance [59] .
Limitations
There are limitations and shortcomings of this study. The results were based on small number of participants with mild to moderate abnormal cholesterol levels whose inclusion criteria was not very strictly observed. In addition, the short duration of the study and a relatively low dose of BF present in the CitriCholess formulation (compared to other reported more effective studies) may have disallowed the detection of a maximal effect to be observed in old subjects with metabolic symptom and/or high blood-pressure.
Conclusion
CitriCholess supplement for 12 week was safe and beneficial on body weight control, BMI and lipid profile in old adults with blood pressure and blood glucose issues. 
